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visually by means of direct microscopic examination with a hemocytometer.
Cool-white fluorescent lights provided a light intensity of 47 to 50
uEin/m2sec.

At the conclusion of the 96-h test a 0.5 mL subsample of test media from each
100 mg/L test flask was combined with 100 mL of fresh untreated alga media
and incubated for up to 9 days or as soon as growth occurs. This was done to
determine if growth inhibition was algistatic or algicidal.

Dilution Water: Sterile enriched alga growth media (US EPA, 1978, T.R.
Wilbury SOP #6) adjusted to pH 7.5.  Measured TOC and total suspended
solids in fresh untreated alga media were <1.0 and <10 mg/L, respectively.
Test temperature – 23.4 to 23.6 C, pH – 7.0 to 7.1 at 0-hour and 8.6 to 10.2
after 96 hours.  TOC measurements were only made on the lowest and highest
test levels and control at the beginning and end of the test.  TOC levels were
<1.0 mg/L in the control and 1.0 mg/L WAF test level and 3 mg/L at 100
mg/L.

Test Levels: Control, 1.0, 5.0, 10, 50, 100 mg/L WAF loading rates.

Calculation of EL50 s and NOELRs: Moving average and probit methods
(Stephan, 1983) were used to calculate EC50s (i.e., EL50s).  A parametric one-
way analysis of variance (ANOVA) and Dunnett’s test were used to calculate
the no-observed effect concentration (i.e., EL0s) when data were normally
distributed and a non-parametric Kruskal and Wallis test was used if data
were not normally distributed.

Test Substance: No undissolved test material was seen on the surface of the
test vessels during the entire aquatic toxicity test.

Reference Substance: No
Results

Measurements expressed as mg/L WAF loading rate:
                                                72-h EL50             72-h NOELR c             

 96-h EL50              96-h NOELR c

                     Cell Density:         26a (21-32)          5.0                     34b (29-39)              10

                     Growth Rate:      >100                      5.0                        >100                     10
                                                                         a Moving average method.                  b Probit method.
                                                Confidence limits in parentheses.

                                                c Hypothesis analysis tests were used to determine NOELRs.

Re-growth of inhibited cultures from the 100 mg/L test level revealed the effect was algistatic rather than
algicidal.

Remarks
Measured concentration: N/A
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Unit: mg/L WAF loading

Element value: EL50 and NOELR (i.e., no-observable effect loading rate).

• EL50s and NOELRs reported as EC50 and NOEC, respectively, although
test results were based on WAF loading rates.

• Test concentrations for the definitive test were not specified in a protocol
amendment and the pH of the sterile media at the start of the test was 7.0
rather than 7.5.  These deviations did not compromise the study.

Conclusions Re-growth of inhibited cultures from the 100 mg/L test level revealed the
effect was algistatic rather than algicidal.
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